:
Medium
Auranofin MIC against H37Ra Sauton's minimal medium 0.5 mg/L Sauton's minimal medium + albumin (5g/100mL)* 10 mg/L *The albumin concentration corresponds to the albumin concentration found in OADC. S1: Purification of TrxR and Trx. trxB2 and trxC were cloned from M. tuberculosis strain H37Ra and trxB was cloned from S. aureus NCTC8325. All three were cloned into the pET28a/b expression vectors and purified via Ni-NTA chromatography as described in Supplementary Materials and Methods. The enzyme was further purified by Ni-NTA chromatography and concentrated using an Amicon Ultra 15, 30 kDa (EMD Millipore).
Mycothione reductase activity assays were performed in a total volume of 50 μl in black clear-bottom 384-well plates at 30°C. Standard reaction mixes contain 500 μM MSSM and 500 μM NADPH unless otherwise noted, in 50 mM HEPES, pH 8.0, with 2 mM EDTA. Enzyme activity was monitored in kinetic mode on a Spectramax M5 plate reader by measuring loss of absorbance at 340 nm.
For Km determination, thioredoxin reductase activity assays were performed in a total volume of 50 μl in black clear-bottom 384-well plates at 37°C. Standard reaction mixtures contain 25 nM thioredoxin reductase, 100 μM 5,5'-dithiobis-(2nitrobenzoic acid) (DTNB), 100
μM NADPH in 50 mM HEPES, pH 7.5, with 2 mM EDTA. Assays were performed in triplicate with varying concentrations of TrxC. Absorbance at 412 nm was read on a Spectramax M5 plate reader as an indication of enzyme activity. The initial rate during the first five min of the assay was calculated as the change in change A 412nm over time. Km was calculated using GrapPad
